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(54) Title: METHOD FOR QUANTITATIVELY DETECTING ANTIGEN 
(54)%i?B0!>«ft: KJl<7>£Stt&ai5£ 

(57) Abstract: A method for quantitatively detecting an antigen which involves: the first step of providing an isoelectrically ho- 
mogenized Fab' antibody having an amino acid sequence containing a charged amino acid residue added thereto, being labeled with 
a fluorescent chromophore and being capable of forming an immunocomplex with an antigen contained in a sample to be analyzed; , 
the second step of mixing this isoelectrically homogenized Fab' antibody with the sample containing the above-mentioned antigen to 
thereby give a mixture containing the above-mentioned immunocomplex; the third step of electrophoresing this mixture in a carrier 
to thereby separate the mixture; the fourth step of irradiating the mixture separated in the third step with light capable of exciting 
the above-mentioned fluorescent chromosome to thereby make the immunocomplex to fluoresce; and the fifth step of detecting this 
fluorescence. 
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n ABe., Proc Natl Acad Sci USA. 1970 Jul;66(3):753-7), N^cissObfD 
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Mh (Pillai S^, Proc Natl Acad Sci U S A 1987 Nov;84(21):7654-8) ^fr 
*|ni£ftT^3#\ # w^ff©^mj£TO— t4©^*-XAii, ft 



WO 01/61351 



PCT/JP00/00903 



&n&&&—tttfi<*&m^xm£&fem$}izikiti-r2>-ftm)i lxiz, shimur 

a Ki5ctt>* Karger BLCDJS" £ tlX & (Anal Chem 1994 Jan 1;66(1): 
9-15, ££&43St¥8 - 5 0 6 1 8 2^&m0m ) 0 dftfc©:fcjft£§§jF©;5& 
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3 tiifo&mz (EI8C) 0 ;©Fab* ifittfc&fb bTKJfcte (SH 
10 X) £ l-^/ztta-Tcto^bT (H8D). c©^^-— ;i/Stc#B^Hfe5SiSjg 
■^£-£3 (18E) 0 ^^tLfem^i^Fab' ffi#£^T3?*j5«£li§cI&& 
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ft^m&itX'S.Kfcmyt&mfc-rz msG) 0 

15 
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LtziMsx^j >nmz&mKm&m&&££ i± zm 6 (DJL&tz^tsftmz £ 

££>13, BulB^«^t>I— <b F a b ' fittt:**. Fab' tfLfo<DV Hmt&. CHI 

BUI3F d flutes t^^T, buHBCH \W^<DT X FlatT^lMS^- 
K-f 53 K >©'>&< fcfc— y^T^>$i<7^ KS2t^*f 7 S 

K-r^zj h'>i:^^wgi^tt, afe^Fdigitfe^^f#?>ri2(7D 
nt, HuiBFab' jjtfr©L«*3— K-rsL^ae^-s*t«-rsm3<oxg 
h> BuSBLiiite^^, HuiBLii^c^ic^gL-r^fii'ffiT^ y^^s&^tf 
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nfcSSF«j^*lF— -fb F a b 5 iJii*:lz*5(tS Liai:©fe^(cil# U^o^^^'f >g| 
£ £ BuSB^«jftJ$— ft Fab 5 trC&#, ll©Fab' J/C^cd C H 1 

mz^tsT^ymrnqz^-b'-rzcHimfc^ts is^ioFab 5 vmoc 
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x :fccfcLM£CH l^©C^(.ip?|fgLLMi:©^(3M-^b^u^^^^ 
SSr^tfT^y^iH^J^^-K-rsCH lmfc^t, illOFab' tfif*©C 
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^5i6©IgJ:, MSB^Stttt^&'gFab' ^ft^^e^T-m^MS^: 

£*l7c, ^ffi^Kj-^fb F a b ' t5x#:£f#Sf?t7©X;gh. SulB^ 7 oigf^ £> 
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mitt, b h© i gG im#:^^-r^^(c^-ri2i-efe^o 
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EI8E&. ^ft*I§i£tifcF a b ' ifitt£^tt£jj^0T-&£«» 



10 



WO-01/61351 



PCT/JPOO/00903 



m,m±. t h i gG ltfifc&mzt&ts mcjstasiatc^-rj^t^ i^m ( 

light chain, mm) £W&tlZ>-#V'*73 L \ s m2*L£.^ Hfl (heavy chain. £ 
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ZtztbCDT-^J^— Sfflt^TtflM^ — fe'^fi^ (PCR) Z£lZ£K> 
20 , y^^^^tfT ^ y^^iJ^t*P^ti^^m^K]-'fbF ab ' 

25 in^tLTU^C ^tZijn^Ts #®<5&#|— -fb^ttTl^o Fab 5 jnf*^^^^ 
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Handbook of Fluorescent Probes and Research Chemicals, 5th Edition MOLEC 
ULAR PROBES, INC. ,1992 ^titSCt^ft^o 

Hint ma* ^»;>^*fx mnmm, ^m=M, ^mf&. 1 9 8 

JrCffc©^*^ >^S<DSH»tZ^-a-T?>- * L <, Fab' fctffc© C H 

1 mm<D C jfcijg id m&T 3 7 s v &E?U(;:43 3 L IS £ ©*g^fc:B8# L & x 
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*^±5-YbFab' fitft mi^ ^^j^, ffin&amytmmyfnjtuiz—itF 
5§M£^u i&u (4°cmm) (2 5°csd -ra^-s+^ts 

it Fab' Jaf*£©iS£-?S*ftfci\ £ e> izm^r&mmcDfaMmmz&B 
U— ^«j£Utitf3cl&£fT-5«'&teu Pharmalyte (7YytA 7?^? 
7" n t ;u p< ;nz )\s n - ^ If £ £ £ (z L T t» J: ^ o 
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Shimura Karger BLCD#*£TJ3u mfett8LT'$>2>ffim<D& 

Fab' tfcffcii, J^TC^Sja^x^fltj^{-«J:-5SB 1 ~^5©^5t^r^© 
afe^x^6«j#^lcj;S^ 1 ©Kii^Ji. Fab' KftCVHm CHI 
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ab' mfoftmmfcT&m £fg4©xni:. mtznmvsLtt^&^F ah' tfatft 
l & © c 5^ (z i$g l r # mt£ t - j wjbm Jt^tsTx; m&m tmtu £ ti, & 

iuB2g§ 5 (OXg-c^^tife**^— fb Fab' Jfifrfc: SJtt* Likoe^CBi 
|g 1 ©xHtc&^T, Fab' £t#:©VH#U^ CH1M & C H 1 

-T&t>t>s }fiJji*T"IS^£:&^bfc^ #iJx.l^ Antibodies : A Laboratory M 
anual, Chapter 6, Cold Spring Harbor Laboratory, Cold Spring Harbor, N 

y, i9S8^mm(D^mzm^x, ^y^n-t^^iiiia (M^7y k— 

) ^CD^Ey £ D-^;umffc£j^ttfr^ 08 £1^ BioMag mRNA 

purification kit (PerSeptive4±)© Tu hZJ— ;K:tot^mRNA^iiB bt 
„ I©mRNA*ffl^Tl*HcDNA^Iit5 (fll3.HU 77ytA 7 t 
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■5 izmwr l fc f d mmfc^mmm © d n a r ^ -r ^ - & « ^ r # u ^ ^ - -t? 

SJfc (PCR) £fr a C 0 F d|gjt£^ £#T-£3 0 lOFdi 

jH£^i£gt/i!©D NA77^f V — t± N 0iJx.tt\ Kabat £>©#M Lfz RT^fUSS (V 
fBEO fc^fiM^a (C^*$) £>i&ggj!g££?y (Sequences of Proteins of Immun 
ological Interest 5th ed., Public Health Service, NIH, Washington DC, 19 
91) $:#%(c-r?>z £&x~% & 0 ££ N CH l^©C*«(wB¥g?-rsSB^(CL 

^-T ©ISfH-teu Hoogenboom HR et al. (Nucleic Acids Res 1991 Aug 11; 
19(15):4133-7) , Kang AS et al. (Methods (San Diego) (1991), 2(2), 111 - 
18) f ©§iM§##C 1 5 C i: ^ t # S o 

ch i mm® cifrii&izmmT z^wzmx? ^ ; mmmcDT * smmm® 
mt i w±-es»n««t < ^ftjpM^n&t^ ^com* 1 ~ 3 ot-&& z. 
*bi^o mm^x ym.mwp&i'ZT'f >mm(Dm&ftizmm$tit£\,^ 

LTIi, 0>J*.if N v-^^, ^^^rft*©^©^fflt'#§ 0 intf*:©^ 
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fcUT^ffl^ftSSMft^MtfrglSS&SglSB (site-specific mutagenesis) &Mm 

-%mx&2> 0 &tfLftmmm%mmmft<DX&£:&Lx&, mz&, sambrook e 

t al., Molecular Cloning : A Laboratory Manual 2nd Edition, 15.2- 15.113, 
Cold Spring Harbor Press, Cold Spring Harbor, NY, 1989 £##131" 3 3. 
ttfXgZo 

n£CH lmmmmmr^-c^—^mi^x, #v j-^-ummfcjfo^&iommz 
SiB^ic*iMW&:^i£BB^i**-rs7*-7'f v —x$> -ox. wn&mmmz&tt 

(I e& £ n & - X & Z> o 

>m&fi s m?t>ftz>o m2(Dx.mzm^xit, ;ti^©7^iiM3-Ft 

53 K>©'>& < t^-oS, S/*^ 7 =: K£#^r7 ^tSS^: 

75 Ki^M7 5yiSStltlt ^7^111*^^17^^ 
7->SI, ^'J>1S> D^fy>Sl^ -fVD^'»SI, -teU>^S, hU 
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%ffi<7* h*ll^t7^1?iS[:^i$t5Ci:WSL^^ y x 

^m^x /isi^it^f^ >mmzm^time>i£, f#e>n-5Fab' 

ItOo Z(Dti#)lZ^ *«B|CJj^t^ 7; Fl#a^7<yiSlJilTy 

„ ffll^Fab' #C{£#\ v h ©S^^JC J: § Hli^ 1 6 2 #iz T^n^ 
^f>SSSWtSFab' inffcT'&oT, C©7^^7^>SS$:yXf'f 

s 7^^7Jr>iiS(i'|s^t§ci:tfMt:!!filh 0 tjm-.v h ©S^-ft-tffc 
•tSHii 1 6 2SC77^7^>8SSft5F a b' Jjift^Ltit 
IgGW^OFab' Jnffc-£\ b h I g GfnteSJ*© F a b ' mttfimiF h 

tiz> 0 v-^x i gGin;#:4b-ctr>'t h i gGm,mztem*t£-y-7z^xfrft&.-fz> 

i)K it7^77^I;&:5*©t'$)ot^, cn^m^fi^fDFab' ^{fc&Tj 
h©H^-N"^(3j:^HfI^ 1 6 2f!:7^yi7^>li^btl^o II 
T*. h©#^^tC«fcSH|gl 6 2S6DT^yKSI*h{i N Fab' ifif* 

©Hfl (Fd«) (z&tt^ 1 6 2Si©7^iSS$iiU 1 6 2fli 
s Elvin A Kabat(C ct -5n Sequences of Proteins of Immunological Interest 
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(Paperback 5th edition (September 1992)) lZmim(Dj5felZ&-3\,^X<&%.g ti 

y&ss©&B&stflc-r&o Fab' tnfo<Dijj*y h&m^m-ftz 

«fc£H8Hg 1 6 2il±Fdi©CH 1 
m3(DJLmiz&^x, ±1 u fe^ 2 oist: «k t) ^ ?>iifea!(^ F d i ate? 4 

.Fab* ttfecDLmz^-ttzLmmte^t&mm&tewmT'mi&zi*, & 

^Fab' tfifa%im.T&fc?&mz>o 

Fab' !a#:©L$fi£3— Kf SL&itjE^pte, §g 1 ©XUfcr&l^T F dMm. 

fcT&mzJsfetmffivjimzjiiomzziitfirgZo -r&fr*,. iKmxm^ 

1 c D N A%-&m U 30CDNA hbt L^Bfi^ifMiffl D N A 7° 

MMfc^-zmm-rzoiimmizmzz h*t^§„ ^i©x@{z*5 

-£#ffflU cDNASiltltPCR^Iii^o 

RTt^^^^T-^IS^-B-^ffi* b < tt^tCfT oZ LtfX'^Zo Z(Dm-&. ffl^SF 
ab' f/tft:;^ *A'yh©SffWia^Liil57i, L|g^l61S, L 

ai^i9 os (^-rn*cL^jgjftc#«E) ©'M<i:ti^c7^;i7^>s 
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ttm £ l^o ^c^t-^s ti^y hcs-sfftw;:^ Lmm 1 6 is®? 

§E<2> "5 fc N Sambrook et al., Molecular Cloning : A Laboratory Manual 2 
nd Edition, 15.2- 15.113, Cold Spring Harbor Press, Cold Spring Harbor, 
NY, 1989 £## i^T^^o £fz. C H 1 mmcDiM^ £ l§HitC, CL 

&ifomw&fc?&mzz £&-Z%Z> 0 £DI¥L<Ji, Ltljte^ SC'^Fdtijt 
e^&J^'J >*-^S@e^J^. ^!lx.(^ffl!^T^D— ^y;Ht»ifiib 

^.to^e^u ?tmt£ tt-^aM f a b ' iThfommmfc^zmzo 

ZmmtLX, Fab' J/C^©L|i©C^(Z^T^>gP^(C^«i4T^y^a 
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m & ^ts t x j mmn £ m i r & x o iz mm $ ti tz y ^ 4 - & m ^ x p c r & 
ff a z t iz x d mz> z h w*m-ztb% ° 

m 5 ©Xgdzfcl^T tt* fy§d^«t£tt^&^ Fab' m&fg5i3tfe^T?i=E*ffl 

-TfttD-fex i 4 OXSTH ?>lifciiM-l&^ Fab' JJtft^MiS^^^ 

*S§S (S0LR,JM109,XLl-BlueMRF\BL21(DE3),HB2151), 
• (Bacillus brevis) ffi. »« x IM£rS3fe© 

*fflj§£ (HB10K CHOfflUgs COS ifflJiS, COP-5 , C127, 3T3il§f) W^ct 
i$X*%Z>o fi^M^LTi^ Fab' ^<fc##g?£ *i£ < V\£fr£>, 

#J-fbFab' bT«\ fll^tfcJU jaj®'fr^&£^EjSifr£#Jffl L 

i6(DIit-lt m5<DT.mxmt>tltzmn&&)— fbFab' »Lii:© 
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X bm&ti&'Pte < ti) 1 ocD^-S-T-fc^ b^o ^m,£±9 

— fbFab' trC^CH 1 ^© C*jSC»gtS7 S y ®£ie?'J<£ > 

f d mmtt t l flit £ sgiji qrt £&vtm-e mm &-&t=.mz, w,a cdxh 
-ttzfo-tb. M&i L JZ¥m^mz£zm2(Dm&j5mz&\,^Ti^ mioitmiz 

43^t, Fab' ijtft:©VH^t3k CHlitl ^J:t>'ICH l»C*iSl: 
3FdiI«e^£il#tU |2©lil;j3l^, iusBFdfiae^©BusBCH 1 

;©ilOlg*J;^2©lSll ±Efi©«fE^X^ft^i£CCcfc£IP§ 1 ©$y 
j&ft SC*)l^il Oil is «fc &m 2 ©Xfl t [s)« iz fr d 3 £ #T # £ « & *>\ 
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tnM^m^mmit. mfc^^m^mzxzm 1 ©sm^GDSs 1 ©xjucsb 

^3ffilg(li;^T, Fab' Jn)#:©L^^3i- h*1-5L|iiie^&^#t-r§ 

mjjm&micD xn iz # o x f d mm. is ^ * f# s © ^ isjb# {3 m s z t & x * s 0 

#LPJH£^£?#3o d©xg{z:*j(taa5c^tt, ±B3<D»e^x3*fiCj^ct;: < fc § 

ig 1 (Dmmismz&tt &m 4 ©xfitcgswc^s^iBi^^^o z\ t wx # &<> * 

£&^lfc&ttl!r£jt*§<*H*\ ^«^tt^&'£Fab' JrL£Mggiifite^£f#So 

x^«j#^^«fcs^ 1 <Dm&?5mz&tt%mz(D^mzmm<Di3mhmmxibz> 

o 

m^x, men urns, is^x, M§a^mt4tt-¥&^Fab' m*%mm&^x 
mummzmmsmL, me>titzMftm&fc&igmTzz.£iz&*)^ l$i©c^ 
mizm&^xffin&T * ;mn&&^ts7 < smwi&i&tttazti. i^cHii 
m<Dc*mizmm^xLm£<Dm&izm-5-Lti:\,^>x^r-( >m&&$ts7 5.;m 
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m^mz £zm3 (Dmmnmt it, Fd mmte? t l mmfe? tzmmi, tern 

■ft£t>-tb, *-T\ il©Xgi:bT, Fab' »VHm CH1M, 

texx/mcn imm(DCj£iffiizmigLLmt(D&&izm^Lte\,^i/x^r'< >mm 
*<a&7^;mmw*^-\f?z>Fdmmte : ?t, iFab' m,fa(DLm&^- 

z<df dmmte^tLmmfc^tzftm^ntteftmxm&z^s Fab' jrc^ig 
mmfc^&m&o zzx-, Fd mmfc^iz, ±m(Dm^^m^mz^^>mi 
<Dmmj5mztett %m i ©xii(zg2«©^^^[3jii(z ufsc £#t-£. lsi 

3»fE^iis jtfc^x^ft^&f;: l ©^^S(;^(ti>^3©x^(cS5«4(7D 

# & mmiz isTi^Z) z t.h % x~ §iio f d listen i^L sgag qrt£ 

-ig»IE?"J £f#T , 3 © U > * -±M*IB?!J h F d ilfift; cfct>'L & ^ 
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Fab' jH^^jie^tcijCJ-SBuiBCH 1 SCOT'S h* g^Pf 7 ^ y £ 

m%-t&s Fab* st^aijte^*. L^cDc^jatzBi^bT^fmttT^yK 

mm^tsT^ smmntf&m-rz&viz&mi,. #st£ft#Fab' taftigaE 

M^Fab' ia(*:5B3iae^S^Tt,«t <. Fab' tn.{*m%L$ttt lz £ 
CH 1 jg*£©7^ FSM7^ISM3- KtS3 K>©4>&< 

StFab* fiii*fB3Sae^S»T. iSttFab' taft:^3S 
Lfi©C5|5SSg{CBIgEbT^f«tt7' * y KSSS^tr 7 * y &HH?!I#IB 
ItSct^C^U ilttf^'IFab' 5t«:fB31*e : ?SWT*)«fcV^o 

m^itct^T^ Y&^m7^;wt&x.v7$. ks#M7^iss® 
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fciK i3©X§C^^t x Fab' ifi#^»te^t3#tt£CL18«©T5 
^4®xgt43UTIix ^3©xgtc*5^T»^ixfc^fflH4^&^F ab' 

&&'£&T$;mBi&}&B&tftirz, ^t^-fbFab' ^^#£0 dot 
zm^mmzmx-rzis^ &£mmmmt&<Dt%miz£b£m$ntzmn&&} 

1 ©Mit^fafe{C^^^,^5©xa^lB»©^^hTO-C$)So 
^5®xatC43^T(i. m4©X@T'f#^nfe^m^—fbFab' fctfl^*; 

6©x@{cgB«©^^^|5j«T'fe§o 

tsT^^mm^zi-^ir^Cliim^t, fSillCDFab' Jfiflu&CL^ 

K-rscLae^^^tg^-rsxssfTOo 
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ttfo^mmM (^Y^'J K— v) jjfflflg^^ N £mRNA£|tiitfc5 LT\ 3©mRN 
ASfflt^T l*icDNAS:^U, uCcDNA^iii: ITCH 

gffl^tPCR^froCtCcfcijf ^i^#fl§o CH ljUs^fiCH 1 figjS 

&<atemm&^— K-r^*©-efen{^ct<> ch i^im©^^— k-ts&©t- 

•£k CH l«SSi;VHf^S£=i — h*t5*©T* «t^o CHlMi:t> 
^^£zr- h*-T3&©T-&s CH l»$hVH^£fc>^Si£^£:3- 

KtMctl^ 36c* , C H 1 fg^©C5fc«C|»gT£SI5#£*A-r £7* 

1 (DmmfitecDm 1 ©x*ifcaam©^&^*ST&£o 
m 1 ©Xfliz^ttS C Lite^ttx ±IB©CH ljte^^WSOhPRFtZ^fc 

c D NA5:iI £ It, C L jtS^iMffl 77^-?-4ffi^tPCR*fra 
•3 (d d £ § So 

±§2©m 1 ©X^(C^<^2cDxaT"tt. itulECH liHS^&t^T, CHI 
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mmzmisX&s ±i^com^T.^^mz^^m 1 <Dm&ftmtmmx$>2> 0 
Mux's m3(Dj:mzjn\,^T, buib^ch lmte^&mmmmT-wmLCH 

izMLz&mizfflmiztei^tK mmmmt urn mz.it. BamHi B g n^ 

CT-^2©Fab' fit<*©VHae^i:VLJtfe^tt. M3U£, ^2©Fab' 
taf*#fi*t"3Jrtifc©mRNA£ffll^T l*icDNA^ils :©cDNA 

&mm b ^xvumm^mmm d n a ^ >r v-sj j: v v l ste^p d n 

Fab' ififfcH ?©^7^W^77i)Sil©Fab' JrCifc© * © S & o 
TV"*T^)|p] "CfeoT^jetV^o mz-\3.s i2©Fab' l/ft***^;* I gAJ/ift 
T-fc^K ilCFab' JattA*^** I gGtaftfSioT^ «fci> e II:, ^2© 
Fab' Ja##B3fe-rai&%ififci\ ll©Fab' »*(DJ:Ii;oT^T* 
i-tf<fe-3t*<t^. Will 12©Fab' i/tfWt: h I gG^Tfe ») N f! 
l©Fab' W7")XlgG}iiMotU^o 

i4©Hl:K$5©igl:i , ^TIt ±§33H£ : ?»r#\ -tSBCL»£^ 
±I3VH»e^ % ^ct^lBVLJge^^^pjfg^^-t'^Sb, fttFab 

Sg6©XfihLT, MtFab' J/ittSBSiSHE^^ ful2Fab' mffc© 

l n© c 5fcas iz mm u r ?s stt t ^ y &gg£ £ ^ tf t ^ y #%gt<r -5 «t -5 
i^&^u ^*^#afc^ f a b ' ttftf&mm&^&nzo m6cDx.miz&ttz 
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^mmzmmmwn^ n^tircmmmm^^m-r^ztiz^^, liucdc*^ 

(DCMiffiizmmLTLmtcDm&izm-s-Lte^^xTj y&m&^tsj* * 
m-ftmffi.znfz, mn&&}-<tF ab' #L&&m2> 0 

* —zm^mmizmxir zjsm, &£ZFBwmt&focc>tzmiz£ Q^mzntc 
mm^—itT ab' tfii&&mtii-tz>3jmzm{,Tiz, iMomfe^m^m^m 
iz&zm 1 &m&J5mz&ifzm5(Dj:miz^m(Dj3m£mmT'foz><> 

I8©xg[:*^t, fg7©x^T-f#£ftfc#«;££j-<fbFab' ffimz&V 

<DJimz^M(Di5fe£mmi:&z>o 

C H 1 Mte^vmte^mfr, C Lite^. VHif^^cttN'V LMlH^S^g 

^P^bT^f*t47'^ y^S£^fr7^ yis^j^its £o(c:a»LT& 
-r&;b-^ Mte^zz¥W^mz£z>m5(Dmi&jjmz£;\^Ti3:, micDnmz 

&OTs ll©Fab' m^©CHl^|4, &£z?mc H 1 C^(z^ 
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mu i2©litlt H382CH 13fifc^£:fc^-£\ CHlfSa©7^ KStf 
H^t7$yiBS*3- h*t-^>3 h'>i;»is<)fs^t, at CH l 

JgLT^St£T=- ym^iJA^^t-^) «t-5(CE&^U #«t£ 

Mfc^t, t%M 2©Fab' inffc© V LSKt$£n— K V LSte^^ttfltf- 3 
VHae^i-.ttJtVLjB^^JItttaiilt SBe^X^tfH^fc.fc&iM 
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SCi LT$$f;:gB<£©ftt^&£>ttSambrook et al., Molecular Cloning : A La 
boratory Manual 2nd Edition, Cold Spring Harbor Press, Cold Spring Ha 
rbor, NY, 1989£&ofco fB<K©«C^S5IH«tt^?Biatt^^tt* 

PCR : tKU^^— ifit^SJtS (jUS^iillSO 

BAP : bacterial alkaline phosphatase 

IPTG : isopropyl-/5-D-thiogalactopyranoside 

PBS : phosphate buffered saline 

B S A : bovine serum albumin 
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fch 7Jl/77l7>^MJ7y> \±-%>T 2W M t*^>^r AftSO 

fit/ICi: LTffll\ filth 7^77 1 7>^ h 'J^V^ISt^^^ 7'J 

_tH2^MT"BALB/cv^^$:4Il]^^ 8$«^^l, 
IS [X63Ag8] ^^U^^b =?-;u^ffl^r*fflSSife^$:fT^. ^7D-r>y 

v^9aiiibt 0 d*L£>/W 7V K — ^Miii©trG{£Ji t h 7JI/7 7l7> 
5 L F l J7 , »l:^t§*i©tfe5o WT{c^^S*«^i9— fbFab' i/Cffc© 

Fd«»€?, hm (/cm) mfc^ommizit, a7^7 7i7>^ h'jr^> 
rst4$r*-r^^ti?>©mt h 7^77 1 h y^^ifi^m^^mm 

(2) jftb h 7^7 7 I7>f h'J7^>Fab' ftiifcfgffijgte^©^ 

-T&fc>*>> trCt h 7Jl/77l7>fF'J7y>Fab' $1**^.^ SSfflflS 
#>£>BioMag mRNA purification kit (PerSeptive) ©"7°n N uu— ;K;^ot 
3rRNA£Jfii±iU cDNA^y^fA-77 7, (77y + A 77;Wy7 
^W^^tt®) £ffl^Tl*«lc DNA^Mlfco Kabat<b (Sequences of P 
roteins of Immunological Interest 5th ed. , Public Health Service, NIH,Wa 
shington DC, 1991) ©^LfcRj^tl (Vmm) t^mm (Cmm) (Dte 

mmmmm &&tiz tt^ u f d insist «^ d n a j £ ^ 
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#v *i/—xmm%.j& (pc r) sfrofco ;ct\ y^^^—m.mz\±, Hoog 

enboom HR £> (Nucleic Acids Res 1991 Aug 11 ; 19(15) :4133-7K St>'Kang AS 
£> (Methods (San Diego) (1991), 2(2), 111 -18) © Lfco 

fch 7)\s?t lT>?-h V-7^>lzttLXm&TZ>tfimZ, Fab' « 
l/TM?t5fc^ M (Hi), @& (Lfl) i:4>t3^fil;«S«*^toct-5lz 
DNA77-fT-Sa9!f|-Ufeo Fd»IIfi?#ifflDNA77'fY- 
hbTs 5' {PJjr^-f ^— mTC^tF5-177^f?-) &J;t>'3' {PJj^^ 
^- mTl:^tF3 77-f?-) £I£§f-U LfiMfE^glfflDNAr^^ 
5' iJ7"7-fY- (ttratKapper577^f?-) :fccfct>* 

3' ffljr^-rv— (j^t^^-tk 3 - i r^-i'v'-) ^istf-b^o 

-C?—T:&Z>F3 7°^J^—^ VLT£.7j<-rwm (lS^JS-^2) £Wf 3 
ffl^fco 3&43x J^T©ia^iJ{-4D^T, 5\ 3' ii, fn?n77^ T — © 5 ' 
ffllK 3' {PJJ£*U SJiCSfcfiG, MttAgJ&fctCU RiiASfefiG, WliA 

F5-177>f (@2^iJ#-^ 1 ) : 
5' SAGGTSMARCTGCAGSAGTCWGG 3' 

F377^7- mvmm 2 ) : 

5' GCGTCATCTAGAACAACCACAATCCCTGGGCACA 3' 

F3 77^Y-I1 CHim&<DC&1%lzmi£-r&&frlZLm£.<Di?X 

ft? 4 v^izm-^iste^isx^j >n^^tsi^Mmm^mx^sM^taxoizm 
tt-u &tz, ft LTLmtmrng^ztz®. xba i-f-^ h tmim-tz 

£oizmnfvtzo 

TC^tE?iJ (@B^"JS-^3) SWt54>©4ffll\ Li|tfH5^iMffl©3' nyr 
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7>f7-t-fe5K3-l7"7^Y-lt WT(^-ri2?iJ (BB?U#*§-4) £WT£ 
<b(D&m^ti 0 &i>\ WI±A^fe(iT, S&C^fcteG, Bl±AJ^©ffi2£ N N 
liA, T, G, C, MliA^fe(iC, DfiCJa^©Jfi£. YliC^tliT, Ht± 

5 Kapper 5 7°^ v— (E#J#-?- 3 ) : 

5' CCAGWTSYGAGCTCSWBNTSACNCAGNMDYCH 3' 
K3-177-f7- : 
5' ACACTCATTCCTGTTGAAGCT 3- 
PCRCDlS&Wix 9 4°C13\ 55°C1^ 7 2 °C 1 t>T» 3 0 -*M * & 
10 o PCR^ ^^JxfeFdi, 'J >*-«SiB^iJ. Li UfS) ©DNAKffM"^ 

£Xbak SacIT's LH (atII) SSacIT-SS-fb L-fco U JfiSIB^JStfcA^ 
Fdfl, 'J >*-JfiSE?!K Lit (/cm) ©jll#lz^^=t-5{z, £-DNABfrJt£ 

15 VTK)\y-r)Vzi—)V (25/24/1) T-JStBLfco cn$TEM'^7 7-C}§«|biS 

hbT, Fdfj§©5' fflJtdSfiltM Li©3' {W id Not Iit^T r&ft-an-fS 

«fc-5tc»tf-$nfc7 , ^'r^— -r-iiJSs PCRSfTofc. pcrii 9 4°ci^ 

5 5°C1t3\ 7 2°C2. 5^2 5f>f^^)fe. 
ff^ftfcP CR^I»!l£*fM^ Sfil (20U per reaction) f50°Ct:t4 
20 B$P*S. Not I (40U per reaction) t-3 7°C!zt 4HP B 1t'ijbbfco cn^pCANT 
AB5E^°^X^ h*^7^-(77y + i A 7 t^x'^T/'W & W8k)\Z & D— — 
>^L£ (0 2At'«tVB#jiS). pCANTAB5E7°^* * K^^^— (±. -<^#— 

(3) tab h 7 lT>^h 'J7y>Fab' ffifr%3ag>fc«)gDff$gj5lft 
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iAMh 7^7 7 I7>fh U7^»Fab' tfi#$g^j*e? &pCANTAB5E:T^ 
K^^-tz^n-- >^bfctah h 7^7 7 1 T>^- h 'J7y>Fab 
' m>fomm7^X< mRS©XJ^aHB2151(T-x'>'^A 7 7;i/ v'i/T'/W^- 

^^tt^)(-ff$SlE^bfeo XJ®MHB2151©=J > tf^> hTOYb{±Expression Mo 
dule/Recombinant Pharge Antbody System (7?yt A 7 t )]/ 

, 3 0°Ctt-^*-t^ hT^>Jra^-y 3 >bfc 0 £ fcfc Z3 n - -THRP/An 
ti-E tag Conjugate (T^i/* A ^ t;1/VS>:p;W *f^tl)©7D b^—)l 
C^Ui!Dr-ij7 h7^t^ (colony lift assay) £?t&W 7^7 7 

X^ij-z>^UcFab' mi*|g31®£}t£fcfMiRbTExpression Module/ 
Recombinant Pharge Antbody System (7?y + A ;7 7)1 v'ixTVW ^^^ftt^ 
)07DF3-jl/!;tl\ 2YT-AGm«fe^^«b. 3 0 °CX~-$iMmi%m b£o 
MigHb£t£fir&£ 1 0^«©2YT-AGtgttfc(3AQ^. 3 0 °CT*A600#, 0.5t;:&£ 

2YT-AI (^VU3— 100,1/ g/m 1 T> t°i> 'j ImM IPTG^^tf) Jgflfe 
tiiLt, 3 0°CT^«lSMm«b. inffc£g§zSb£o m^X. ^^T"S 
£OT:YbbT. ±?S&flfc»K IPTGt^J; D g§ai£ ti/fcJ/Ct: h 7^77l7>f h 
U7y>Fab' irC&£^-t?ig#_tii£: 10 0 /ilfflu, v^n^-f^-^ 
h -£%mmM-7\s— Y t bTs th 7JP7 7l7>f h'J7y> (#;i/bf 
^->7-A-yys:t^>rA^) SH^-fbU HRP/Anti-E tag Conjugate (TT^ ^ A 
77;^y7;Htf^ttI)©7D h^—)lslZ'm\ ELI S A£fT^t h 
7^7 7 1 h 'j7^»F ab' tnfammm&X? U-->^bfeo 

(4 ) ^a§g^j^^ffl@^gfemhjrL^jtfeTcDtia§?^ijg>^^ 

^ i; — - >//(z<t Dft^tlfeJ/it h 7^7 7 l7>^-h'J7y>Fab' 
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iK^mmx 077^^ KDNASBiffiu m&mfimmmt, ^m<D^mmxi 

10-60LD(StratagenettS!)t:^etetfeLfca iafc h 7JU7r 1 7>*- h 'J T^y 
Fab' Jn;»^63Sj»e^-T-^a4EiftLfcXL10-GOLDJ±Epicurian Coli XLIO-Gold 
ultracorapetent Cells (Stratagene^t^)tC^l^ irLfaMfc^&9&M-? 9 
— ©D N A (filOng) £iS^U 3 0^*tfiK:ffl[Bbfco &^T-4 2°CT* 

3ow mmm^n^tzm, nzYmm (nzt^>i o g , eis^^sg. mt 

±h>j-7A5g s mit^P^isO A12.5mM. BK&^^*S"^A12.5mM % 
n— ^20mM : N p H7.5 : 1 U y Y )l$>tz *) ) 9 0 3 7°CT*^7 

1 B#lfflS3fiJ§iSL&o 50^ g/m U >£^tf LB^S^tgite (h'J7 

h > 1 0 g\ PS^dpx 5 g, JfiYb^* M; *A 5 g, 1 5 g CpH 7} : 1 

«IWd:*-7> U-r>f U-A (ORF) SfcoT^fco 

^tl^inh h 7;b77l7>f h'J7^>Fab' ^fr^ISe^li, Fdi 

(5) ^IlltBMh K 7)^-7 -r 1 T>^ h 'J7y>Fab' fttft:g>fl§3?£)Sf 
M 

^mmmttimth 7^77 i7>^ ^ u7^>Fab' tatt^rt^-rii 

tnrffc£SMlU filSatfco TtciD^>, RPAS Purification Module (T'v^^a 

7 7^Yy7yW^f^ag) ©7"D h 3— ;KC^^W.T(^^II1T-Jnt: h 7)1 



38 



WOTH/61351 



PCT/JP00/00903 



e?&^tr^:flBaHB2151*fflfla^*«fc Dx ud^— Expression Module/ 
Recombinant Pharge Antbody System (7Y*>tA 7 7jl/? > >7A^r^tl 
5 )©7°D h^i— ;KZ^^ N 2YT-AGt£it!lfrJgfiU 3 0°Ct-^SI«*Lfc o Jg 
Mfg#L 1 0fg*<Z>2YT-AGJgifefc:jbn;U 3 0 °CT-A600fr\ 0.5£& £ 

2YT-AI (^m-*^) ^ffiCiibts 3 O-Ctf^lgaJSSILfco 

I?mz & b mmtf titztfit b 7;i77l7>f h'J7^»Fab ) iKW-^ 
tftg#±vS^irCE-tagT7 ^ ^^A^^ffl Is 5Bl/#©afc&-e*-7 

1%£-feK i#®^^7 7- (Binding buffer) 25ml (5ml/#©^Di) 
T> fcW£^£&W3#±^£#fc^£iSU ^{t©v^ai/^^7T-(Elution buffe 

15 r) 1 0ml IZX^mmmmirit h 7;i/77l7>f h l J7>'>Fab' JrCtt:£ 
^titJ (5ml/^6D^5t) ^-frfeo JSmUfctat h 7^7 7 17>f f'J7y>F 
ab' i/tifcfz, tzizhlz, tpffl/^ y 7 7— (Neutralization buffer )£vgfcfci/W 
yy— (Elution buffer) UMltl 0 #<£>l«tJ0;LT. f£fnL£ 0 U±© c ta(3 
, JrCE-tagJaffc£ U iS> Y i:Ltffl^&77 >f — * r- ^ 7 >r — £ J; 

20 DJRMHfcfTofco **n£tlfc£it b 7;i/77l7>f F'J7y>Fab' 

fc*^>r*o:3> (®# #^«30000ffl) (^'J#7tSI) Sffl^Tx liLfei 
, PBS/ * * 7 7 - lmH3 l/t — 80°C (3 L o 

(6) ^IllUi^b h 7^7 7 17>f h'J7y>Fab' mfoQmftmmi 
lb 

25 m3tefilg (M&fiRaB3J) -?fel)rh7^^n-y^>-5-3-F7t^^ 

KCDi!SittJ^T©«fc-5tCfTofco Trtzt>*>. "r b^ ^-^JIU-V^ >- 5 -3— 
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* h* (^El/^a7-7D-77|tS) lmg$50%7^h-hU;vo 
. 6ml£iS#U 10, OOOrpm, 5#Ra£i|>#»i£m\ £fc35 £ Rfc* b 
feo ±m&2 5%T-t h- h D;u-0.1% h i; 7ji/tDM^if¥lftbfcI 
H^D7F^77*7A (HCV-0DS-80Ts, BS4.6mm. H£25cm) Jz^tt, 3 
0^{:fcfeoT2 5~5 5%© 7th-F 'J ;UCDjRjS^|g4uiB& A>ttT*gfcii 
U 2 8 0 nm©i»JR*^-^— -racifc-elftai^fTofeo 

oig^^Lto cft**!®!^ h tr^ >- 5 -a— KT-fe^ ^ k 

TSbfcJSifSMbLfco ffct)^ h 7^77 1 7 ? >^- h U :TS/>F ab ' fit 
#£lfig& ( 1 0 0 /z 1 ) S10 {£«©0. 1M U >&/t v ~7 t — > 5mM EDTAA $ 

(pH7.o) T-ffi&u x''f^D=j> (®##^*3ooooffl) uutf^ttsa) t- 

7l7>f F'J7y>Fab' JrC^2 0 0// 1 (ZttbT 10 0mM^^7hx 

^;i/^^> a--t>^j ^^tum.) £2 0/ziira;t N ifftt 3 7°c-e 3 o#-r 

x 2 0/zll;IiU, 2 0 0 / ulO0.1MU>SMy77-, 5mM EDTAA t) 

(pH7.5) -eis^ajasfTofco 

2 5n molCDv 1 h ^^^^D — >-5-3-F7t^ ^ K 

7 5^l0O.lM'J>i^*>>77-5mM (EDTAA 0 (pH7.5)) £ftO;U 
1 mM pOUtjiT hoi^l/T 7 ^ > (^-*^'f7 l ^^1±K) 3 7°C 

T- 1 O^fUH >^i^- h Ltzo ZtiZ*)\sJj7°t3L^)V7 ^ >-£M3Ib£*n;t: 
h 7;b77l7>f h'J7^>Fab' ifttti:^ U H3rt-«S«$*fc 
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o RH&MWt Sephadex G-25 (7?i/tA 7 7;i/T'>7;W^f^tl) X^ 

Fab' m,fo myt&mittiz&bM&iztix^zrzisb, wT»^c«to-^ 

^ytmmifht h 7;i/7 7 17>f F l J7y>Fab' Jftf* 
) ^^ibt^ UTOfUfcfclffl^fco -fr?m.ftmmtrit h 7iP77l7>f 
h'J^VFab' Stf*:©*®^ 5 4 3 nmfC;fctt£^;Matte6»£87,000£ 
bT, «K^JKSJ^^«toT^Lfco 

(7) at^m^gj^gmacg&tc 

^>*t8g** tf^ l>— mmz*i&^BP/ACE5510£/8^T#gg • ^m&fro 

flO. 05mm. ^150. 375mm, ift2 7 cmC^g^'J^^rt t^7 'j- (^ — :n 
M^x>7,ttl) R§MJfr£> 2 0 cmojilf U— if— ®j£3(3 J: 

^^^ttm&fTofeo 3f tf ^ U — £Pharmalyte3-10 (Tv'v'^A 7?^7J/ 

(SigmattSk WTHPMCfcBS, «S*jg0.125%), N,N,N' ,N' h ^ * V > 

^T^> (TEMED, 77^y7MWtr7tg> *I»JS0.6X) S^tfj^'ttSf^ 
ffc-eiUfcbfc&s — fr^MltmMtiit b 7;b77l7>f FiJ7y>Fab' 

mi*^2 x ioe-8 H&tsm&iB<*m&m®& vmm^- fct 3 ofWAifc 

o 

RB1®*6£ bTHPMC (^ajS0.1%) *ttr2 0mM'J>i, i»i:Lt2 0 
mMNaOH£ffli,\ 13.5KV (5 0 OV/cm) ©«JE£ 1 0 ^falEP?^ bfc^ IB] b®;E 
£*tJ$b££gU »@$JK:<£JE^- KT"ISffi&£&AU P H^IE^CM^b b 
fc— ^^^IStab: h 7^77l7>?h'J7y>Fab' tnlf* fclfctti bfc 
o mytgimom&teTJloOJ — *f— (^y^^ttSk Laser Module 4 
88) i£ft4 8 8 nm£fflOx 7 -f )\fVy^r=L- y htli4 8 8 nm; y 
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(8) ^fe^^^^^^^^^TO-^^^g 

Jab h 7;i/77l7>5 L MJ7 , y>Fab' in#©^«;S&TO-<f£$;^jE 

7V\"y K0#-^^rW{C«t SHtl^ 1 6 2S®N(77>^7^»^D 
(T*^*>S£) C Cfcfcfs-rs^fct, r H- 

N 1 6 2 D jfe5SiSffl^5«^5o -T&fc>*>, jij/i.^ost^ct 
5Hiil6 2S©N(7^7^»SD CT^^^g*) CtftLfeFab 
' iattfc rH-N162DKIFab' iriffcj ©cfc-5Kau Z (Dfott.* 
SiHS^rH-N 1 6 2D&'|Fab' j<D 

DNA7*7^7-j:btii, wT©Jesiafy*wr-sF 5 - i y^-i-?— (be 

mmz&tf 2>W$m^ 5 ) &cfcVH-N l 6 2 D - B amH I 77-f7- (IH^iJ 

fnf^^T-cS' ffl N 3' {Ufc£U StiCJitliG, MliAJfcSC 
^ RiiA^tliG, WttA£fcfclT£jj*-f „ 
F 5 — 1 y^p -i (@B?U#-5f 5 ) : 

5' SAGGTSMARCTGCAGSAGTCWGG 3' 
H-N162D-BamHir^^^— {J&M&*% 6 ) : 

5' GCTGGACAGGGATCCAGAGTCCCAGGTCACTGT 3' 
:tl^77>fY-^ffll^ (2) T-ff^tlfciTtt: h 7^7?17>f F'J 
7-i/>Fab' ^Il^^if PCR^lT^tta^ 
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K3-277^7-sffl^tPCR$iriK sfii. Not lo^mm-m^m^xm 

itLfz'&, pCANTAB5Er^X ^ K^#— £^>r— >3 > U H-N16 2D 
F 5 - 2 v- (SB^JS-^ 7 ) : 

5 ' CATGTGAACTGACTGGGCCCAGCCGGCCATGGCCGAGGTCCAGCTGCAGCAGTCAGG 3 ' 
K 3 - 2 77^7- (@E?'J#-if 8 ) : 

5' CCACGATTCTGCGGCCGCACACTCATTCCTGTTGAAGCTCTTTGTAAT 3' 
±M%>M^7 $ -It, *MHB2151i;:BSCijMbfco JlSBi: IStftt;: bTtn]{fc£ 
fga*U ELISA£ &Z>79 >;-^>^^^3^^ofco l?iSSJi&*7^-rM7b^7°^ 
K&ftfimbT. *J3§BXL10S^fcK$fc?&Lfeo ^M^^nfeXLlOM^^, ^> 
-^aiV^S/^C^ffl-r^*©^^^ ^ h'^JfttHb-C. H-N 16 2 DSfFa 

-bf^bTfc^ jH^Jg (fidelity) ©Sv^PyrobestzK U ^ "5 — tf (SM*±§>0 £ 
ffl^L i&»fB?iJ£5tISb£^ ±IB^-<^^-T-BKlE^^n^^SHB21 
51©tg*^>!r-;i/^i£^bT, H-N162DSfFab' J/t{fc£Mtti£-fc!\ I£ 
tfCfr^T^i'-^^-^^AtZct <ommLs H-N 1 6 2 D&tFab' tfifcCD 

mm^mtzo 

±t£(Dj5mz£iom%%£tlti. H-N 1 6 2 DE&^F a b ' WCHli^ 

&£t>*cH im^©c*^(3^-r^>gp7><7)iB^j mzmiz&tf zm&m^ 9 ) 
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AKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVTVTWDSGSLSSGVHTFPAVLQSDLYTLSSSVTVPS 
STWPSETVTCNVAHP ASSTKVDKK I VPRDCGCSR 

3©MH^JtC*D^T. C&Wm (fcffil) (D VPRDCGCSR© IE?'J#. CHliSOC 

{iVPHDCGCSR©BB^"J^43ttS C^fll©^*^ >lStS5o VPRDCGCSR 

H-N 1 6 2 DE»£fr3iiu©F a b ' tfcfklc&tt 5 ^©gP^CDBB^J 
(E5U^tc*3ttSiB^JS-^l 0) li&T© 
AKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVTVTWNSGSLSSGVHTFPAVLQSDLYTLSSSVTVPS 
STWPSETVTCNVAHPASSTKVDKK I VPRDCGC SR 

±83 2o©gE?'J£J:fcii&-r£^ H - N 1 6 2 DafegfcfT 5 bu© F a b ' tfiffcC 
&V&s h©S^f*Wt3«fcSH^ 1 6 2S©rxy^^>^* (T$l£ 

tft)*§o *HM^Ji-*5^T«, H-N162DSiFab' tfifclZlBV 

SCH l^JS©C5feiSStzBfig"rsSI5^©iByU (VPRDCGCSR) fcfc N H-N 1 6 2D 
&^£tf 7i©Fab' inrf*K::fctt£CH 1 C^CBfSS-T SSP^OiB^J 

(VPRDCGCSR) fc&oTl^So 

(8) xm^tltzH-N 162D^Fab' fate*. (6) IzmmcDfifet 

D-^ti) xmmwMLx, -fr^mftmmF &b' m^mtzo 

^St^llf^ F a b ' taf*£s (7) tiSi:Lt^^7>ttl!**t7'J-S 
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wtt*^^ v -m%fam vtzm^it, ^mmm2 9^itmz— o©*#fttf- 
tftmtDti, m(Dffifriz&mwftiz\?--'!7tfmtDnt£fr-3tc 0 ztut^ h-ni 

no) nm^T * ; mnm^tsT ^ ; wmmttm 

(8) T'ft^tlfcH-N 1 6 2 DSfFab' ta#©L»© C5fe*SK|»Jg LT 

r ^ y & ^ tf t s y &gE$j £ fl-an -r s & #> > *^ t ^ j mmm* 
^tsT^ smmzm a^©dna77^ t-£im-lt> ±m<z>h-n i 6 2 d 

162DSfFab' ^^^It^Ifi? (WTs #«*4tt-5-H 
-N162D«Fab' ffifa$£MMteT tW&) £f9&o D NA77 -f v — ^ 
Itlt ±1©F5-177^7- (@E5«^5), F5-27^?- (BB^U 
S#7). iSilFWratK 3 + 5 RP S77^ 7- (B2#l«-f 1 1) 

K3 + 5RPS77-f m&m^ 11): 

5' GGTGATCGGCCCCCGAGGCCGGTCTACTTGGTCGACTTGGTCGACTAGGTCTAGAAGGACGTGAA 
CACTCATTCCTGTTGAAGCTC 3' 

Mttft^H-Nl 62DKfFab' iafttfgSjBfc^fc. Mgtsf|-e$>S S 
fiK £fcfi Sfil 43«tV Not I £fflt^T, ifUbUfc^ * >^ H#g3I:r^ X 
^ — (pCANTAB5E 7°^X* F-^P C7 -f ^— ^> 3 >Sfr l\ # 

*ttft-#H-N 1 6 2DSfFab' Jntf*#3E»e^ ££^tfSg5i^* fctf: 

zommn?*-*, *mm HB2151 izmmm&istzo ±^tmmizhxifi 
fa&mmi>, elisa iz£z>x? v— ->^34ofe e RBtt^js&^^-ra^ 

fc^** KSJfljaibT, *II XL10 MMLto BKIESI^nfc XL 
10 Sfrfc y-^x>XKJSCifflt§i®77X^ h'&fffiaitT^ ^m-ffitt-^ 
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H-Nl 62D3KfFab' tri{*ftm$L&¥<Dm&&&}&&LWgLtzo Zk^mtm 
fcjfcl^Tfi, tf'J * =7— \ft LXlt, &-&m (fidelity) (DM^ Pyrobest # V * 

n&L&£tltz*mW HB2151 ©«l^^-;i/^bt, LllOC^t^ 

5 LTffin&TKsmmmz^tsT^smmwttiiuztitzH-N i 6 2d&^f 

ab' Site (feTFs l^ti^ ^S&tt-^H-N 16 2 DKtFab' Jjt^i: 
±$Z(Djjmz£t)mm£tifz, ^tStttt-^H-N 1 6 2D^Fab' J/tffc© 

cL^*>ctt>*cL^©c^ (Ltg©c^) ciws-r-5^©i2^j mm 

10 *JC:fett3ie?'J#-*5- 1 2 ) £W.TfC^-ro 

ADAAPTVSIFPPSSEQLTSGGASWCFLNNFYPKDINVKWKIDGSERQNGVLNSWTDQDSKDSTYSMSSTLT 
LTKDEYERHNSYTCEATHKTSTSPITKSFNRNECSRPSRPSRPSRPSRP 

d©@E^iJ{Cjo^T. C^i^m (£$l) <D SRPSRPSRPSRPSRP <D@B?iJ#\ C 

15 ^7;;lPJl:feS 0 ^©iB^iJJi, S RP&£I2?'J# S 5 [HIS 05g L£ & 

t> s R (t;p=^->) ;mj%&T*3bZ>o SRPSRPSRPSR 

psrp ©ib^ij &m < ^(Dmmt&TCD £ n-fc^ 

ADAAPTVS I FPPSSEQLTSGGASWCFLNNFYPKD I NVKWK I DGSERQNGVLNSWTDQDSKDSTYSMSSTLT 
LTKDE YERHNSYTCEATHKTSTSP I TKSFNRNEC 

(id ft&&&fo<DM?tftiiti3c*\i°^ >)-mm&nm*mz£2>fr%i • rem 

(8) T-f# £ftfc, H-N 1 6 2D^Fab' (6) Jcgatt©^^^: 

D-r^i±ia) t— fr^mzfcmmistz (mmwMLxm^ntz^cD^^ wt, m 

25 »3?«j5J9— -ft F a b ' ttf*hDf^^$>^) 0 — ^ N (10) T-ff^ftfc 

^5Sf£ft-#H-N 16 2 D3(tFab' tfCffcfCllS LT (6) tz|B«©;£?£h 
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$^iPb&5 4 3 nm£&tt 3 ^;bP#ft^ifc £87,00021 bTigJg£®J;£ bfcs 
— YbFab' &ifomm±. ^ti^tu 7^^on>-10 (^i@^*10,000) 

foam -f % n\t £it2ii^D^bT mm & ft ^ s mmttjiz sonM t^s<t^ 

ft$t» b feMi 1 1 1Q7K £ ?gg¥ b fc o 

bh 7;i/7 7i7>f-hU^» (*;i/br^-^rAttSi) iiSEIMaibfe 
MilliQ7jc£iO^T^^s ^ ^nzi>- 1 0 (#Sj^«10,000) U'JtfT' 

as) "r-3s^*LTaiai^ mBEM%mmLfzmiiiQ7k&mz.xm>bfrMTz> 

MilliQ7k{c*»Ufeo 

it^HI^m^-fl: F a b ' inl^^^t YT)V7t lT>^h V7°Zs>m 
M^M^U ?E-&^rt^^a©Phrmalyte3-10 (7Yi/tA 77;i/?'>7^ 

Fab 5 l^titcbTS/iS^ffV^JSa^^jgR^-Brfco 

P/ACE5510£ffll^T#JSi • ^/U^fTofco 
mtmm%fn&&l— it F a b ' JAffc£^fc^©iii£JII£III5£;^U #«f4 

■To m 5 \z&ux&, &m#fT&m$)2 2^©*£&tr— 20^25^© 
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5 Kj—fbFab' m,fo&ftmTZmB?&mfr&Astz*Mm*^L, zay^MMlz 
^JLTIPTG (isopropyl-/?-D-thiogalactopyranoside) £ i± 3 C h lz <fc 

Dtjt^^^-r^o E17Bii, .KDin^Si^lJcJ; D £ D£*#Pj!<D^ffi;&Ej-<fb 
Fab' Di^^^to ^©^*^KJ-<bF ab' mffcfc^ 77-f-r^7M 

10 ab' m^^^-ro ilft*Is&£*i;fc^m;&£J-'fbFab' ^W-h^ht^bta^ 

-7d. ^i¥8-5 0 6 1 8 2^^|g{Z^^©^^j{Cj;?,}]tm©^S^ 

15 8 A~G©J;o(C^^ 0 iTA-DiiiSA-G^JtKLTB^^^^cfc^!:, t£ 

i£&f<1*£)*&ffi^}£te, ^«^tSj—fb F a b ' tfifo&m 2>£X'(DX.m&$EmiZ& < 

lis iPij^ar-^s^^^m^ii^m^-'fbF a b' mi&cDmm&ftm^m 
LxmttiT % z: tt*x % ztz&MmjKttfaitifr^mtteZo 
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3 . m$Z9£Mytm&m&, Midmn&&l-fc Fab' ififo<D CHI mmcDCZl 

Bfg 1 JftHB*6<D7ai£o 

6. BuS2^«^±S—fb F a b ' ir[#;#\ 

Fab' m,i^(Dvumm. cHim &£wmcH lmwoc^tzmm l 
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mtZ&^F dmmfc^t, buSB Fab' Jnli*:©Lti^3-KT§Lflitfe^^ 
bu§3i&?£ Fab' fct£Mg3!3H5^£> fuHBLIS© C*^{z^ LT#««T ^ 

y m^&^tsT ^ y ^@a?y#£g3i ?- s cfc o u #«i4tt-^afc^ Fab' 

fuS3^«t4f«&^Fab' JJi^^itfe^-e^MBS^^Kte^ Us m*>n 

ftFab' ^f^i5 0lgt 
BfjgS^ 5 ©xmTf#^>nfc^«^Kj—fbF a b ' iKmz&VZ hmt(D^iz 

7 . BuSB^«^l$J-'fb Fab' ifLtefiK 

Fab' JrCfrCDVH^^ CHim tJi^iCH lf^©C*«Cigl 

mtzF dmmfc^-iz&^T. huibchi^©^^ rm^mT^ymmm^^ 

huIBF a b ' Jnifc©L h* <T3 LIJBte^£i£#tir 3fg 3 ©l^i:^ 
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HuHB^«tttt^-afc^ F a b ' ^^«^^T'^^m^ff^^ f#£>n 

10 fbFab' Jn<fc£f#Sfg6<DXfI£; N 

8. Hua3^*j£J9— F a b ' Jfifl:As N 
15 Fab'»VH« CH lftl *OTCH HlOC^CIiL 

iffjIB F dfflSLtt £ buIB L £ ZftM ^mt£tf.mX'm%£g tK Fab' 

20 m,i&mm,m&?-*mzm2(DJLmh:, 

BulBFab' m^3K5tfe^*s BuSBLfl© C^SffilcBHg LT#«t£T * y m 
^S^ifT^ Vg£IE?'J##g3l^&<£?ic&^U lo s husB Fab* iKW-%M 

25 S3 h* MIASMS £ Hi iifif«|Fab' J/Lf*^5ta? £f# 
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5 fbFab' m>fo&ft2>m4<DJim£s 

9. mmmm&m— it f a b 5 in;## N 

10 H©Fab' JrCffc© C H 1 ffl&^ &£Zfm CHI m&t<D C 5|cSS {C »g? L LIB 

I^KDFab' JrCffccDC Li^^D- C LMte^t 

£ 1 (DIgi, 

15 t53F>©'M<i:ti-o^ ^^r^>^<7^ Kl^tt7^i^S 

iiuI3&^CH l«^*©JRSfii|j|-rtOWf UCH 1 mm&^- Kf- 
20 !20Fab' fitft©VH««S3 - K"T* VHSHs^i:, i^2©Fab' 

25 T^yK^S^^tFT^yKiEyiJ^IB^-rs^acaftgEU ^W#3KfFa 
b 5 Jn&^31^^£:?#£!g6©xfIi: N 
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1 0 . HfJHB^Ii^iU-Yb Fab' tfLfotiK 

llOFab' JfC^CD CHI mWs *5 C H 1 fBES© b Lfl 

tO^CH^l^^y^r^ >^SSttf7 ^ ^KiE9U*3— KfS CH 1 & 

busb^ch lae^ssyiRK^T-taBfbCH i^t°E£=»- 

HuaBCLite^-*, Stil3CL^J|6©C«(c^b-r#S«T^ yisss^ 

120Fab' fit<*©VH«Ja*3-K-rsVH5te^i: N i!2©Fab' 
j5tft©VL^^zi- h'f5VL*^il§t5i5©I§i:, 
SuB2js1£^»t Jt. BuI2^f C L SBfc^ luIB V H «t Z>' jiuHB V L 

mGttftm^&i&vmx'&i&is, iittf»iFab' ^*^ste^^f# 
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SEQUENCE LISTING 
<110> Laboratory of Molecular Biophotonics 
<120> Method for quantitative detection of antigen 
<130> FP00-0008-00 



10 <140> 
<141> 

<160> 13 

15 <170> Patentln Ver. 2.1 

<210> 1 
<211> 23 
<212> DNA 
20 <213> Artificial Sequence 

<220> 

<223> Primer 
25 <400> 1 

saggtsmarc tgcagsagtc wgg 23 
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<210> 2 
' <211> 34 
5 <212> DNA 

<213> Artificial Sequence 

<220> 

<223> Primer 

10 

<400> 2 

gcgtcatcta gaacaaccac aatccctggg caca 34 

15 <210> 3 
<211> 32 
<212> DNA 

<213> Artificial Sequence 

20 <220> 

<223> Primer 

<400> 3 

ccagwtsyga gctcswbnts acncagnmdy ch 32 

25 



2/10 



THIS PAGE BLMHllusno) 



WO 01/61351 



PCT/JPOO/00903 



<210> 4 
<211> 21 
<212> DNA 

<213> Artificial Sequence 

5 

<220> 

<223> Primer 
<400> 4 

10 acactcattc ctgttgaagc t 21 

<210> 5 
<211> 23 
15 <212> DNA 

<213> Artificial Sequence 

<220> 

<223> Primer 

20 

<400> 5 

saggtsmarc tgcagsagtc wgg 23 

25 <210> 6 
<211> 33 
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<212> DNA 

<213> Artificial Sequence 

<220> 
5 <223> Primer 

<400> 6 

gctggacagg gatccagagt cccaggtcac tgt 33 

10 

<210> 7 
<211> 57 
<212> DNA 

<213> Artificial Sequence 

15 

<220> 

<223> Primer 
<400> 7 

20 catgtgaact gactgggccc agccggccat ggccgaggtc cagctgcagc agtcagg 57 

<210> 8 

<211> 48 

25 <212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Primer 
5 <400> 8 

ccacgattct gcggccgcac actcattcct gttgaagctc tttgtaat 48 



<210> 9 
10 <211> 106 
<212> PRT 
<213> Mouse 

<400> 9 

15 Ala Lys Thr Thr Pro Pro Ser Val Tyr Pro Leu Ala Pro Gly Ser Ala 
15 10 15 

Ala Gin Thr Asn Ser Met Val Thr Leu Gly Cys Leu Val Lys Gly Tyr 
20 25 30 

20 

Phe Pro Glu Pro Val Thr Val Thr Trp Asp Ser Gly Ser Leu Ser Ser 
35 40 45 

Gly Val His Thr Phe Pro Ala Val Leu Gin Ser Asp Leu Tyr Thr Leu 
25 50 55 60 
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Ser Ser Ser Val Thr Val Pro Ser Ser Thr Trp Pro Ser Glu Thr Val 
65 70 75 80 

Thr Cys Asn Val Ala His Pro Ala Ser Ser Thr Lys Val Asp Lys Lys 
5 85 90 95 

He Val Pro Arg Asp Cys Gly Cys Ser Arg 
100 105 

10 

<210> 10 
<211> 106 
<212> PRT 
<213> Mouse 

15 

<400> 10 

Ala Lys Thr Thr Pro Pro Ser Val Tyr Pro Leu Ala Pro Gly Ser Ala 
15 10 15 

20 Ala Gin Thr Asn Ser Met Val Thr Leu Gly Cys Leu Val Lys Gly Tyr 

20 25 30 

Phe Pro Glu Pro Val Thr Val Thr Trp Asn Ser Gly Ser Leu Ser Ser 
35 40 45 

25 

Gly Val His Thr Phe Pro Ala Val Leu Gin Ser Asp Leu Tyr Thr Leu 
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50 



55 



60 



Ser Ser Ser Val Thr Val Pro Ser Ser Thr Trp Pro Ser Glu Thr Val 
65 70 75 80 

Thr Cys Asn Val Ala His Pro Ala Ser Ser Thr Lys Val Asp Lys Lys 

85 90 95 



He Val Pro Arg Asp Cys Gly Cys Ser Arg 
10 100 105 



<210> 11 
<211> 86 
15 <212> DNA 

<213> Artificial Sequence 

<220> 

<223> Primer 

20 

<400> 11 

ggtgatcggc ccccgaggcc ggtctacttg gtcgacttgg tcgactaggt ctagaaggac 60 
gtgaacactc attcctgttg aagctc 86 

25 

<210> 12 
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<211> 121 
<212> PRT 
<213> Mouse 

5 <400> 12 

Ala Asp Ala Ala Pro Thr Val Ser lie Phe Pro Pro Ser Ser Glu Gin 
15 10 15 

Leu Thr Ser Gly Gly Ala Ser Val Val Cys Phe Leu Asn Asn Phe Tyr 
10 20 25 30 

Pro Lys Asp He Asn Val Lys Trp Lys He Asp Gly Ser Glu Arg Gin 
35 40 45 

15 Asn Gly Val Leu Asn Ser Trp Thr Asp Gin Asp Ser Lys Asp Ser Thr 
50 55 60 

Tyr Ser Met Ser Ser Thr Leu Thr Leu Thr Lys Asp Glu Tyr Glu Arg 
65 70 75 80 

20 

His Asn Ser Tyr Thr Cys Glu Ala Thr His Lys Thr Ser Thr Ser Pro 
85 90 95 

He Thr Lys Ser Phe Asn Arg Asn Glu Cys Ser Arg Pro Ser Arg Pro 
25 100 105 110 
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Ser Arg Pro Ser Arg Pro Ser Arg Pro 
115 120 



<210> 13 
<211> 106 
<212> PRT 
<213> Mouse 

<400> 13 

Ala Asp Ala Ala Pro Thr Val Ser He Phe Pro Pro Ser Ser Glu Gin 
15 10 15 

Leu Thr Ser Gly Gly Ala Ser Val Val Cys Phe Leu Asn Asn Phe Tyr 
20 25 30 

Pro Lys Asp lie Asn Val Lys Trp Lys lie Asp Gly Ser Glu Arg Gin 
35 40 45 

Asn Gly Val Leu Asn Ser Trp Thr Asp Gin Asp Ser Lys Asp Ser Thr 
50 55 60 

Tyr Ser Met Ser Ser Thr Leu Thr Leu Thr Lys Asp Glu Tyr Glu Arg 
65 70 75 80 

His Asn Ser Tyr Thr Cys Glu Ala Thr His Lys Thr Ser Thr Ser Pro 
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85 
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95 



lie Thr Lys Ser Phe Asn Arg Asn Glu Cys 
100 105 
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